. Mass-spectrometry-based analysis of phosphorylated ubiquitin. (A-C) Signals derived from the nonmodified peptide (ES-TLHLVLR; A), the S65-phosphorylated peptide (ES [Phosphoryl] TLHLVLR; B), and the K63-GlyGly branch peptide (TLSDYNIQK[diGlyGly]ESTLHLVLR) were obtained by MS-based analyses from whole cell lysates. The unmodified peptide was detected in all fractions examined (A), whereas the S65-phosphorylated peptide was observed only in CCCP-treated fractions (B) , and the peptide with the K63-GlyGly branch (TLSDYNIQK[di-GlyGly]ESTLHLVLR) was detected in the middle (14,000-55,000) and the high (>55,000) molecular weight fractions (C). The data shown are from a single MS analysis of three independently prepared samples. 
